Abstract
Introduction

49
The mussels of the Mytilus sp. are commonly used as sentinel organisms for the screening 50 of pollution and potential environmental harm [1] [2] [3] . As members of cosmopolitan species, supernatant.
115
Single-cell suspensions of gills and digestive gland tissue were prepared by method of 116 Coughlan et al. [17] . Tissue was excised and chopped separately in 0.2 mL of 117 osmotically corrected HBSS by using two fresh scalpel blades in a scissor-like movement 118 on a petri dish, washed off gently into a 15 mL centrifuge tube with a further 2.8 mL 119 osmotically corrected HBSS and 0.03 mL of trypsin (0.5 %). The suspensions were 120 gently rocked for 10 min at room temperature, after which 10 mL of osmotically 121 corrected HBSS was added and the suspension was passed through a sieve to remove any 
Comet assay
127
The alkaline comet assay procedure was performed under yellow light, basically as Table 2 ). when it is equivalent with (not significantly better or worse than) tail intensity
226
(normalized data pretreatment and for digestive gland scaling is the second best showing a zigzag pattern (three additional case see Figure 2 ).
232
Rearranging the same information Figure 3 shows a different pattern with the same the digestive gland produces the best result for all data pretreatment methods. However,
239
the main conclusions are that tail moment is the best evaluation method for all organs,
240
and rank transformation is the (far) best data pretreatment method. Accordingly this 241 combination can be recommended for further studies.
242
There are some more additional proofs to select (validate) the best data pretreatment 243 method. Three techniques are at our disposal.
244
(i) The SRD values can be arranged so that the columns (methods to be compared) significantly different at the 5 % error level ( Figure 5 ).
258
(iii) ANOVA result shows significance for the data pretreatment factor (c.f. Table 2 ).
259
However, the individual comparisons suggest that only the rank transformation is 260 different from all others.
261
Few precautions were taken to optimize the comet assay procedure in order to enable the factors.
340
The rank transformation is far better than any other way of scaling. This has also been 341 proven by ordering the SRD values by SRD, ANOVA (and cross validation).
342
Tail moment is the best for all data treatments and for all tissues; second best is tail 343 length, and tail intensity is the third (except for digestive gland). 
933-946.
This median was used for reference in ranking.) Raw SRD values were plotted on the y -axis.
521
Vertical bars denote 0.95 confidence intervals.
522
Figure 3 Box and whisker plot for seven-fold cross-validation for four data pretreatment methods.
534
SRD values are plotted on the y axis. 
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